with biotin-11-deoxyuridine triphosphate were detected after hybridisation to nucleic acid sequences by an antibiotin antibody, followed by a gold labelled secondary antibody. Silver enhancement then permitted visualisation of the signal at the light microscopic level. The method was reliable and produced less background staining than previously described methods. The signal could be enhanced by epi polarisation microscopy. Furthermore, biotinylated DNA probes may be detected directly by a 1 nm gold labelled goat antibiotin antibody without loss of labelling intensity, and this may be preferable to the longer two layer technique, previously described.
We recently described an in situ hybridisation technique using an immunogold silver staining detection system. ' 3 Sections were washed in TRIS buffered saline (pH 7-6) for five minutes. 4 Sections were then treated with a blocking buffer containing 0.8% bovine serum albumin, 0-10% gelatin, 500 normal goat serum, 2 mM sodium azide in TRIS buffered saline (pH 7 6) for five minutes. 5 Excess blocking buffer was shaken off and sections were treated with goat anti-rabbit GI Auroprobe One (Amersham International, Aylesbury, Buckinghamshire), diluted 1 in 100 in a solution of 0-8%) bovine serum albumin (BSA), 0-1% gelatin, 1% normal goat serum, 2 mM sodium azide in TRIS buffered saline (pH 7-6) for two hours. 6 Sections were washed in TRIS buffered saline (pH 7.6) twice for five minutes, followed by distilled water twice for five minutes. 7 Silver enhancement was carried out using a physical developing solution ( 1 Hybridised sections were immersed in Lugol's iodine for two minutes, rinsed in water, and decolourised in 2 aqueous sodium thiosulphate. Sections were then washed in tap water, followed by TRIS buffered saline (pH 7 6) for five minutes. 2 Sections were then treated with blocking buffer as described in step 4 of the two layer technique. 3 Excess buffer was shaken off and Auroprobe one, goat anti-biotin (Amersham International) was diluted 1 in 10 in 0-8% bovine serum albumin, 0-10% gelatin, 1% normal goat serum, 2 mM sodium azide in TRIS buffered saline (pH 7.4) for two hours. 4 Sections were ther. treated as described in steps 6 to 13 of the two layer technique.
Results
Both the two step and one step techniques site. Immunogold reagents (1 nm) have been manufactured so that the ratio between probe antibody and gold particle is smaller than or equal to 1. Each probe antibody has at least one 1 nm gold particle absorbed to it and may be likened to fluorescence labelled antibodies. The 1 nm gold probes, however, are particulate, not diffuse, and can be readily and precisely localised after silver enhancement. Furthermore, biotinylated DNA probes may be detected directly by a 1 nm gold labelled goat antibiotin antibody as described in the one layer technique, without loss of labelling intensity, and thus may be preferable to the longer, two layer immunohistochemical procedure, described previously.
